We describe a colorimetric assay for glucose determination in human serum, with use of the chromogen 2-amino-4-hydroxybenzenesulfonic acid (AHBS), glucose oxidase, and peroxidase. With this assay,glucoseconcentrations s27.8 mmol/L can be measured in serum, with a sample! reagent volume ratio as low as 0.0025. The chromogen itself is easily soluble in water and does not require other components for the color change, making the reagent compositionless complex. A single working reagent is used, and the reaction is completed within 10 mm at 37#{176}C. The absorbance of the yellow reaction product is measured at 415 nm, and a blank samplemeasurement is not needed. The average analytical recovery of glucose in different human sera was 97.6%, with no significant interference of reducing compounds in serum. Boehringer's glucose GOD-PAP reagent (glucose oxidase/phenol/4-aminoantipyrine) was used. We followed the manufacturer's procedure for glucose determination in sera. All spectrephotometric measurements were performed with a double-beam spectrophotometer (Model CE 6700; Cecil).
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We describe a colorimetric assay for glucose determination in human serum, with use of the chromogen 2-amino-4-hydroxybenzenesulfonic acid (AHBS), glucose oxidase, and peroxidase. With this assay,glucoseconcentrations s27.8 mmol/L can be measured in serum, with a sample! reagent volume ratio as low as 0.0025. The chromogen itself is easily soluble in water and does not require other components for the color change, making the reagent compositionless complex. A single working reagent is used, and the reaction is completed within 10 mm at 37#{176}C. The absorbance of the yellow reaction product is measured at 415 nm, and a blank samplemeasurement is not needed. The average analytical recovery of glucose in different human sera was 97.6%, with no significant interference of reducing compounds in serum. The results of the recommended procedure correlated well with those of the phenol/4-aminoantipyrine method of Trinder.
AdditionalKeyphrase: enzymatic methods
One of the most commonly used methods for glucose determination in serum is the glucose oxidase!peroxidase method. In this method the hydrogen peroxide produced by glucose oxidase Here we describe an assay involving the chromogen 2-amino-4-hydroxybenzenesulfonic acid (AHBS). We recently described (6) The working reagent was stored in a dark vial at 4#{176}C, and stability was assessed for 15 days. Standard glucose solution (5.56 mmolJL) and a serum sample were auquoted and frozen, and the glucose concentration was measured every day with the same reagent solution.
Procedure.
We assayed serum glucose by incubating 5 uL of sample with 2.0 mL of reagent at 37 #{176}C for 10 miii. We measured absorbance at 415 nm against a reagent blank and determined concentrations of unknown samples from a standard curve constructed with use of glucose standards (0-27.8 mmoliL).
Assay by Trinder's method.
Boehringer's glucose GOD-PAP reagent (glucose oxidase/phenol/4-aminoantipyrine) was used. We followed the manufacturer's procedure for glucose determination in sera. All spectrephotometric measurements were performed with a double-beam spectrophotometer (Model CE 6700; Cecil).
Results

Assay characteristics.
The reaction product absorbs in the range 380-460 ma, with the maximum at 410 where C0 and C,, are glucose concentrations measured before and after adding the test compound, respectively. The results are summarized in Table 3 . We measured glucose in 10 serum samples containing different amounts of lipid. The amount of turbidity was estimated by measuring absorbance at 620 run. We examined the effect of turbidity on glucose results by determining analytical recovery of glucose added to the samples (Table 4) .
Bilirubin was added to a native serum sample (glucose concentration 4.54 mmol/L) at concentrations as great as 250 mg/L, and recovery of glucose added to the sample was assessed (Table 5 ). Spectral analysis of the chromogen with or without bilirubin added was performed at 380-460 nm (Figure 1) . 
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at 620 nm. several different categories of patients. We used a serum sample with known glucose concentration as the calibration standard and compared our procedure (y) with Trinder's method (x). The glucose concentrations determined by both assays were subjected to linear-regression analysis (9), with the following results: y = 0.98x -0.25 mmoIJL (r = 0.965, n = 120). 
DiscussIon
